Animal husbandry: Breeding pairs of Tsk2/+ mice were obtained from Dr. Paul Christner at Jefferson University and housed at Drexel University College of Medicine. Tsk2/+ mice were serially backcrossed the C57Bl/6J (B6) background. Recombinant B6.Tsk2/+ mice were bred to B6.chr 1-A/J mice (Jackson Laboratory, Bar Harbor, ME) and the resulting B6.Tsk2/+ F1 mice were backcrossed to B6.chr 1-A/J mice. Wild-type littermates were used as controls.
SNP typing: Specific locations of polymorphisms between B6 (which is very similar to 101/H) and A/J were determined using Mouse Genome Informatics (www.informatics.jax.org), and primers for SNP typing were designed using Primer 3 online software (http://frodo.wi.mit.edu) and synthesized by Integrated DNA Technologies (www.idtdna.com).
PCR products were separated by electrophoresis on a 1.5% agarose gel.
Complementation analysis with Col3a1
-/+ mice: Col3a1 -/+ mice (bearing one allele RNA-Seq: RNA-seq sequencing libraries were prepared for the seven samples using NuGEN Ovation RNA-Seq System (NuGen, San Carlos, CA). Libraries were multiplexed and sequenced on an Illumina HiSeq 2000 platform to obtain 16.7-50.9 million 50 bp paired-end reads per sample. The raw reads were aligned to the reference mouse genome (MM9 assembly) using Tophat software with default parameters (Trapnell et al., 2012a; Trapnell et al., 2012b ). Supplemental Figure 1 shows RNA-Seq read coverage for three interval genes.
Variant calling and SNP identification:
In order to identify coding region and intronic genetic variation we analyzed the data using Freebayes software (Erik Garrison, 2012 Nimblegen using the mouse genome sequence between 44,241,286 and 47,116,890 on chromosome 1 of mouse genome (mm9). Probes were designed corresponding to 56.3% of the linkage region, however in practice a larger area was captured due to the overhang of the larger fragments (~600bp) being used. Probes could not be designed to the remaining 43.7% due to it being composed of repetitive sequence.
Multiplexed 454 sequenced reads were assembled using Newbler v2.6 with scaffolding against the same chromosome region that the probes were derived from. Separate assemblies were created for each of the four mice by MID number, and lists of variants for each mouse were obtained from the assembler output. Variants were filtered by quality (phred scores >30), depth of coverage (>13 reads), and heterozygosity (>20% of reads differed from the reference).
Variants were mapped to exons, introns, and intergenic regions within the linkage region and set analysis between the 204 and 101 lineages were performed using custom perl scripts. Sets were examined for variants between the 204 and 101 line, and between all samples and the reference to identify heterozygous SNPs uniquely present in the tsk2 line. DNA microarray hybridization and data analysis: RNA was isolated as above and used to create cDNA for the microarray analyses. Samples were amplified and labeled using the 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60 
Complementation analysis with Col3a1

